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Immunoprecipitates were probed with anti-HA and the inputs (10% of total cell lysate used in the immunoprecipitation step) were analyzed using the indicated antibodies. Both Ndfip1 and Ndfip2 were detected in Robo1 immunoprecipitates in 293T cell lysates. (B, C) Coimmunoprecipitation of endogenous Robo1 with Ndfip proteins. Endogenous Ndfip1 or Ndfip2 were immunoprecipitated from wild-type mouse brain lysates with anti-Ndfip1 (B) or anti-Ndfip2 (C) antibodies. Immunoprecipitation with non-specific IgG was performed as a negative control. Co-immunoprecipitated Robo1 was detected by western blotting using anti-Robo1 antibody. Robo1 was detected in both Ndfip1 and Ndfip2 immnunoprecipitated brain extracts. An antiTubulin antibody was used to control for equal protein loading. 1 -7) . (A) In crossing commissural axons, Ndfip1/2 is expressed and it induces the ubiquitylation and degradation of newly synthesized Robo1 by recruiting an unidentified HECT E3 ubiquitin ligase. Thus, Ndfip1/2 prevents Robo1 from reaching to the growth cone surface and promotes midline crossing. In post-crossing axons, Ndfip1/2 expression is inhibited by an as yet-unknown mechanism, thereby allowing Robo1 to reach the growth cone surface and prevent these axons from recrossing the midline. (B) Schematics of mouse embryonic spinal cord sections showing the floor plate (FP) and roof plate (RP). In the wild-type mouse embryonic spinal cord, Ndfip1/2 negatively regulates Robo1 expression to allow midline crossing. In Ndfip1or Ndfip2 mutants, Robo1 expression is increased in commissural axons prior to midline crossing resulting in a premature response to Slit.
